: Experimental design used to assess the effect of Tregs on NK cell differentiation in vitro. HSC ± resting or activated Tregs were cultured in the presence of irradiated EL08.1D2 feeder layer cells and cytokines for 35 days. Tregs were added to HSC cultures at a 1:4 ratio (Tregs:NK cells), except when added at day 2, where a ratio of 1:1 was used. Activated Tregs were activated with plate bound anti-CD3/soluble anti-CD28 and 1000 IU/mL IL-2 for 24 h and washed before addition to HSC cultures. 
